Record Display Form wysiwyg://8/http:/^^ 

f 




End of Result Set 



□ 1 Generate Collection \ 



Print 



U^PT Jul 3, 2001 

L3: Entry 1 of 1 Flle * USPi 



??S EN c:™"S , r"9i" 5 a:te™i„ a » t -M„d ing protein (CKD-BP, ,„d its nucleic acid 

sequence 

US Patent No. (1) : 
6255055 

Z£* V . Sl^i;ra s^ : s h owin g co-migration of recom* >inant and cell — 
CRD-BP. Ribosomal salt wash (RSW) was prepared from K562 and NIH/3T3 cell P°^° mes 
and from polysomes isolated from reticulocyte transcription/translation reactions 
proqrammed with CRD-BP DNA or with vector DNA. Approximately 7 .5. times 10. sup. 5 cell 
equivalents or K562 or NIH/3T3 RSW oFTTof the RSW recovered from a 50 .mu.l 
translation reaction were electrophoresed in a 10% SDS-PAG and transferred to a 

=S£:d^^ 

the right in kDa. 

girl" rerrefardatiof assiy showing specific binding of recombinant CRD BP to 
c-mvc CRD RNA. (A) RSW was prepared from K562 cell polysomes and from 
transcrStion/translation reactions programmed with CRD-BP cDNA, luciferase cDNA 
(luT) or vector DNA. Equivalent volumes (2 .mu.l) of each RSW were incubated with 

ko^r^ 

of Snlabele^ synthetic c-myc CRD RNA or .beta. -Globin R^ RN ^^"S^cSJexeB 
were then separated in a 6% nondenaturing PAG. The positions of CRD-BP/CRD complexes 
(Bound) and of unbound (Free) RNA are indicated on the left. 

S'vltro Ssiafion iTl ouse CRD-BP. A portion of the mouse CRD-BP cDNA was 
subcioned into pSPOTK (Stratagene, La Jolla, Calif.) to create the translation clone 
nSPOT?-CRD-BP as follows: A single base mutation (underlined) was made in the 5' 
S (f degree. CGCACCGCCACCA?GGACAAGCTTTACATCGG-3 • ) (SEQ ID NO:43) to generate an 
Ncofsite for subcloning. The mutation changes an asparagine to an aspartic acid. 
The 3- primer (5 - -ACTGGGATCTGACCCATCCT-3 ■ ) (SEQ ID NO:44 was from the CRD-BP 
I-UT R . P conditions were 1 cycle of 94. degree. C for 1 minute, ^l^f by 2 5 yc es 
of 94. degree. C. for 30 seconds, 55. degree. C. for 30 seconds, 6 .degre • C for 3 
minutes pSPUTK-CRD-BP, pSPUTK-Lucif erase , or pSPUTK vector templates were 
transcribed and transited using the TnT.RTM. Coupled Reticulocyte Lysate System 
(Promega) according to the manufacturer's instructions. 

gc^lrison^rin^rHU neslzed CRD-BP with cell-derived » B. To determine 
Sher our murine CDMA clone encoded full-length CRD-BP »ith the expected 



Record Display Form wysiwyg-y/8/http:/^^ 

properties of a c-myc mRNA-binding protein we synthesized the protein in vitro and 

a pSPUr/vectpr. The — es contain^"".*.* * 

^Vra^^ne Tran "ion extract was% resonated by SOS-PAGE and analyzed by 
ImmunorLc'ting with anti-CRD-BP antibody. A protein of .about. 68 kDa fro. tb. cDHA 
transition was recognized by ,nti-CRD-BP antibody and ml 9rated close to the 
nositions of authentic CRD-BP from human (K562I and mouse W1H/3T3) cells [FIG. 3. 
?aner^,° £ An immunoreaotive bgd was not -"^n'rS,"^ 
S£ ^IThownT ^S^SVKTtS^iS/ --"^"y-tected - B and not 

crossSn/band"^^ 

Sstrvea Previously 32) Its identity and function are unknown. pes does not bmd 
c-my^M P^I U2>T and it localizes to different subcellular fractions when 

compared to CRD-BP (see below) . 

r^/Prote^n^rwa s'not'obs.rved with protein from the luciferase ..uc, 

^ynchesi^Tp'. SS^.'SSSi^^SS. ^UcSSTSS c-myc 

CRD RNA in vitro. 
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Detailed Pes caption Text ^^U antib ody would be to make large amounts of 
ScSES 35-S - ™Sr^o f 2 e e d a 

in r? C 1 1 LtSodv Pr Epitopi%pec?f 1 ic 3e an JboSes can'^o * SdTb? using synthetic 
SSEVSlSi icTolf afthe^immunogen. These are routine techniques known to 
those of skill in the art. 

the extrac t is pe rmitted to bind to the antibody. Then a second monoclonal 
the extract is permit u eD itope is added. The second antibody can be labeled 

witS 9n iup n i2t I or £ "up.??. ThfnTfnl amount of labeled antibody bound will provide 
a measure 'of tJe amoun? of CRD-BP attached to the first antibody. 

^J|^4Fi!T ± ^^l) 2 diiclo.e. one method of purification of CRD-BP. We also 
SSof^ 

all the other cell proteins. 



